photoconversion protocol for DiI
1) DAB 50mg/ml in phosphate buffer, pH7.2.

2) presoak the tissue in the DAB solution  at RT for 5 minutes

3) place the tissue on a glass slide with a well, add the dab to the well, and cover the tissue with glass coverslip. I usually left a small gap at one end of the well for changing the dab solution

4) Photo-oxidize as needed. Higher numerical aperture and magnification results in faster, generally lower background oxidation. I generally used a plan-neofluor 10x objective for wider areas, and a 20x objective for smaller ones.

5) change the DAB every 10 minutes or so.

Some background can be reduced by pre-treatment with .3% H202 in pbs.

After photoconversion, the tissue can also be osmicated and used for EM

